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IN SITU CROSSLINKING HYDROGEL
COMPRISING y-POLYGLUTAMIC ACID AND
METHOD FOR PRODUCING THE SAME

CROSS-REFERENCE TO RELATED
APPLICATIONS

Not Applicable

STATEMENT REGARDING FEDERALLY
SPONSORED RESEARCH OR DEVELOPMENT.

Not Applicable

THE NAMES OF THE PARTIES TO A JOINT
RESEARCH AGREEMENT.

Not Applicable

INCORPORATION-BY-REFERENCE OF
MATERIAL SUBMITTED ON A COMPACT DISC
OR AS A TEXT FILE VIA THE OFFICE
ELECTRONIC FILING SYSTEM (EFS-WEB).

Not Applicable

STATEMENT REGARDING PRIOR
DISCLOSURES BY THE INVENTOR OR A
JOINT INVENTOR.

Not Applicable

BACKGROUND OF THE INVENTION

(a) Field of the Invention

This invention relates to a biodegradable, biocompatible
hydrogel, which can be used for sealants of suppressing the
leakage of blood or air during surgical operation, tissue adhe-
sives, anti-adhesive agents and drug delivery carriers, and a
method for producing the same.

(b) Description of the Related Art

Fibrin glues and protein-based adhesives have been mostly
used for sealants and adhesives for medical purposes, espe-
cially surgical operation. However, the fibrin glues are likely
to be detached off from surgical sites due to their quite low
adhesive force and also may cause the spread of diseases such
as virus infections because they are blood products. As the
protein-based adhesives, there have been used products (U.S.
Pat. No. 5,385,606, product name: Bioglue®) of using albu-
min (bovine serum albumin) and glutaraldehyde, and prod-
ucts (product name: GRF Glue®) of using a combination of
gelatin, resorcinol and formaldehyde, but they may cause
infections due to the use of animals-originated proteins and
have poor biocompatibility due to toxic problems of alde-
hydes which are used as a crosslinking agent.

Lately, in order to replace such blood products or protein
products, studies of in situ forming hydrogels using synthetic
polymers (usually, polyethylene glycol (PEG)) or carbohy-
drates (usually, dextran) have been vigorously being con-
ducted and some of them have already been released on the
market. Depending on the type of crosslinking reactions,
there can be radical polymerization reaction, and nucleo-
philic and electrophilic substitution reaction. The substitution
reaction may be further divided into an imine bond, and an
amide bond according to the type of bonds. For an example of
radical polymerization, a photo-activated polyethylene gly-
col (PEG) which is being sold under product name,
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FocalSeal® (Genzyme), is reported to exhibit higher strength
than the fibrin sealants, but it requires a light source and a
photo-initiator, and it may cause problems in that blood inhib-
its polymerization reaction by preventing the penetration of
light sources, and inconvenience for use. The imine bond is to
be generated from the reaction of an aldehyde group and an
amine group, and it has been reported that aldehyded dextrans
are used as electrophiles and chitosan or aminated polyvinyl
alcohols (US 2005/00028930), multi amino PEG (US 2006/
0078536, Biomaterials 29 (2008) 4584-4591), and e-polyl-
ysine synthesized through microbe culture (WO 2006/
080523) are used as nucleophiles. However, the aldehyded
dextrans still have toxicity resultant from aldehyde groups
and lack of stability issue because they are readily oxidized
and thus lose their reactivity. For amide bonding, there have
been widely used methods of activating a carboxylic acid to a
succinimidyl ester and then of reacting it with an amine group
which is nucleophilic. It is reported that mostly, an activated
multicarboxylate PEG ester is used as an electrophile, and
collagen (U.S. Pat. No. 5,162,430) and serum albumin (U.S.
Pat. No. RE38,827), which are natural proteins, are used as a
nucleophile, but they still have concerns about the spread of
diseases as described above. Moreover, there has been dis-
closed a hydrogel by crosslinking reaction of multifunctional
PEG activated ester with chitosan or methoxy PEG-conju-
gated chitosan (U.S. Pat. No. 6,602,952), but since its gelation
time is two hours or so, it is not suitable for an in situ
crosslinking hydrogel. As synthetic nucleophiles, examples
of using multiamino-, or multi mercapto-PEG (U.S. Pat. No.
5,874,500, product name CoSeal®) and examples of using
trilysine (U.S. Pat. No. 6,566,406, product name DuraSeal®)
have been developed and commercialized. As stated above,
numerous examples of using polyethylene glycol with excel-
lent biocompatibility have been reported as a synthetic poly-
mer.

v-Polyglutamic acid, a y-polypeptide produced by the
amide bond of y-carboxylic acid and c-amino group of
glutamic acid, is a water-soluble, anionic, biodegradable, and
biocompatible polymer which is biosynthesized by Bacillus
subtilis, a soybean-fermented food microorganism. Attempts
are being made to crosslink y-polyglutamic acid for use as an
absorbent or a hydrogel for medical purpose, and typical
examples thereof are as follows.

As methods by ionic bonding, Japanese Patent Laid-Open
No. 1999-276572 discloses that a polygamma glutamate
complex prepared by hydrogenating quaternary amine salts
such as chitosan to carboxylic anions of y-polyglutamates is
used for surgical sutures, wound care dressings, anti-adhesive
products, and antihemorrhagics.

As examples of crosslinking by chemical bonding using
crosslinking agents, Japanese Patent Laid-Open No. 1999-
343339 discloses that y-polyglutamic acid is crosslinked by
use of polyepoxy compounds such as diethyleneglycol dig-
lycidyl ether as a crosslinking agent, and it is applied to
anti-adhesive agents in WO 2007/132785. However, since the
reaction conditions are 40° C. for 48 hours, or 90° C. for 30
min, it is impossible to apply it for the purpose of in situ
gelation in medical fields.

Also, it has been reported that water-soluble carbodiimides
are used as a condensate for promoting the reaction of car-
boxyl groups of y-polyglutamic acid and nucleophiles. Of
them, it has been disclosed in Japanese Patent Laid-Open No.
2002-128899 that the fructose with biodegradability, lysine,
chitosan, etc. are used as crosslinking compounds and 3-(3-
dimethyl aminopropyl)-1-ethyl carbodiimide (EDC) is used
as a water-soluble carbodiimide, but this reaction condition is
still too long as 24 hours at a room temperature. Furthermore,
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ithas been disclosedinJ. Appl. Polym. Sci. 65, pp 1889-1896,
1997 that y-PGA-EDC precipitates were produced through
the reaction of y-polyglutamic acid and EDC, followed by the
addition of 1,3-propane diamine as a crosslinking agent to
prepare a hydrogel. However, this condition is also described
to let it stand for one day after mixing and its yield is pretty
low as 10% or under.

It has been disclosed in Japanese Patent Laid-Open No.
1997-103479 and Biomaterial 19 (1998) 1869-1876 that
when gelatin is reacted with succinimidized a-polyglutamic
acid as a crosslinking agent, it is gelated within 30 seconds,
but this result suggests that y-polyglutamic acid merely
assists the gelation reaction of gelatins which are naturally
gelated at a certain temperature around 40° C., and it does not
suggest that y-polyglutamic acid itself becomes a main ingre-
dient of the hydrogels.

Therefore, there are constant needs of hydrogels with a
short gelation time, biocompatibility and biodegradability,
and having excellent adhesive force and burst strength so as to
be preferably applicable to tissue adhesion.

BRIEF SUMMARY OF THE INVENTION

Under the technical backgrounds as described above, it is
an object of the present invention to provide a y-polyglutamic
acid derivative with improved activity in aqueous solutions,
and a hydrogel comprising the y-polyglutamic acid deriva-
tives with tissue adhesive force required for tissue sealants for
medical purpose and having biodegradability and bio com-
patibility.

Further, it is another object of the invention to provide a
method of preparing the y-polyglutamic acid derivative and
the hydrogel, a kit for the preparation of the hydrogel, and a
tissue adhesive composition comprising components capable
of formation of the hydrogel.

The inventors, while studying to fulfill the formation con-
ditions of hydrogels and maintain their activity for a certain
period of time in a state of aqueous solution of each material,
have found that a hydrogel with tissue adhesive force required
for tissue sealants for medical purpose and having biodegrad-
ability and biocompatibility could be produced by using the
crosslinking reaction of a y-polyglutamic acid derivative of
which mass production is available by the fermentation of
microbes, and which is a biosynthetic poly amino acid, pos-
sesses at its side chains carboxyl groups of which some are
activated, and a polyethylene glycol based polymer which is
widely used as a biomaterial and possesses amino groups or
thiol groups at its side chains and thus completed the inven-
tion. In particular, the activated y-polyglutamic acid deriva-
tive is characterized in that an alkyl group is introduced to the
y-polyglutamic acid so as to minimize activity decrease
thereof in its aqueous solutions which is the drawback of the
y-polyglutamic acids directly activated with succinimide
groups. (Y-PGA-NHS)

Therefore, in one embodiment of the present invention,
there is provided a y-polyglutamic acid derivative in which its
carboxyl group is modified to give alkanoic acid terminal and
newly formed carboxyl functional group is activated by an
succinimide group to at least some carboxyl groups.

In another embodiment of the invention, there is provided
a method of preparing the y-polyglutamic acid derivative
according to one embodiment of the invention, comprising a
first step of reacting at least some carboxyl groups of a y-poly-
glutamic acid with a lower alkanolamine having 1 to 5 carbon
atoms to form a y-polyglutamic acid-alkanolamine; a second
step of reacting a hydroxyl group of the y-polyglutamic acid-
alkanolamine with an anhydride of an acid selected from the
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group consisting of glutaric acid and succinic acid, or 1-halo
alkanoic acid selected from the group consisting of 1-halo
valeric acid, 1-halo propionic acid and 1-halo methylcarbonic
acid to form an alkanoic acid terminal; and a third step of
reacting the thus formed carboxyl terminal with N-hydrox-
ysuccinimide or N-hydroxysulfosuccinimide to form a
y-polyglutamic acid derivative of which at least some car-
boxyl groups are activated.

In still another embodiment of the invention, there is pro-
vided a hydrogel comprising a crosslinked body obtained by
crosslinking the y-polyglutamic acid derivative according to
one embodiment of the present invention and a polyethylene
glycol based polymer having a plurality of nucleophilic func-
tional groups.

Further, there is provided in another embodiment of the
invention a method of preparing a hydrogel, comprising a first
step of reacting at least some carboxyl groups of a y-poly-
glutamic acid with a lower alkanolamine having 1 to 5 carbon
atoms to form a y-polyglutamic acid-alkanolamine; a second
step of reacting a hydroxyl group of the y-polyglutamic acid-
alkanol amine with an anhydride of an acid selected from the
group consisting of glutaric acid and succinic acid, or 1-halo
alkanoic acid selected from the group consisting of 1-halo
valeric acid, 1-halo propionic acid and 1-halo methylcarbonic
acid to form an alkanoic acid terminal; a third step of reacting
the thus formed carboxyl terminal with N-hydroxysuccinim-
ide or N-hydroxysulfosuccinimide to form a y-polyglutamic
acid derivative of which at least some carboxyl groups are
activated; and a fourth step of performing the crosslinking
reaction of the thus activated y-polyglutamic acid derivative
and a polyethylene glycol based polymer having a plurality of
nucleophilic functional groups.

Further, in still another embodiment of the invention, there
are provided a kit for the preparation of a hydrogel and a tissue
adhesive composition, comprising the y-polyglutamic acid
derivative according to one embodiment of the invention and
a polyethylene glycol based polymer having a plurality of
nucleophilic functional groups.

Hereafter, the y-polyglutamic acid derivatives, the hydro-
gels, the methods for producing them, and the tissue adhe-
sives according to the embodiments of the invention will be
described in detail.

In order to produce a hydrogel with adhesive force, it is
desirable that cross-linkage occurs through bonding between
polymer chains having at least two functional groups and
reacting to each other and at least one of the polymers forms
a covalent bond with tissue surface, simultaneously with the
crosslinking reaction.

A chemical covalent bond is formed by reaction between
an electrophile and a nucleophile, and the electrophilic func-
tional group is adhered to tissues by reacting with an amino
group (—NH,), a thiol group (—SH), or a hydroxyl group
(—OH) present in collagen components of biological tissue.
For such electrophilic functional groups, an aldehyde groups
and an activated ester group may be used and for example, in
case of the reaction with amino groups, tissue adhesion
occurs through an imine bond and an amide bond, respec-
tively, simultaneously with the crosslinking reaction. It has
been elucidated that if at least some of y-polyglutamic acid
are activated to convert into succinimide ester groups by
reaction with a certain compound, the thus activated y-poly-
glutamic acid can quickly gelate (crosslinking reaction) with
a polyethylene glycol based polymer having nucleophilic
functional groups such as an amine group, thiol group or
hydroxyl group at a room temperature to form a hydrogel.
Hence, the hydrogels are very suitable to be applied for tissue
adhesion because they can be in situ formed in a gel state in
medical fields. Further, the activated y-polyglutamic acid
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derivative according to a preferred embodiment of the inven-
tion is characterized in that an alkyl group is introduced to the
y-polyglutamic acid so as to minimize activity decrease
thereof in its aqueous solutions, which is the drawback of the
y-polyglutamic acids directly activated with succinimides.

The thus activated y-polyglutamic acid derivative having
alkanoic acid group can form a hydrogel by quickly gelating
with a polyethylene glycol based polymer having a nucleo-
philic functional group such as an amine group, thiol group or
hydroxyl group at a room temperature. Further, the activated
y-polyglutamic acid derivative has enhanced stability in its
aqueous solutions by virtue of the addition of alkyl groups,
without being required to be used right after dissolution, and
it still maintains gelation time, burst strength and adhesion
strength at its initial level for two or more hours after disso-
Iution. As the hydrogels having such properties can be
adhered to tissues with excellent adhesive force and advanta-
geously applied for the adhesion of biological tissues, it can
be effectively used as a tissue sealant for medical purposes.

The y-polyglutamic acid derivatives and the hydrogels
according to such embodiments will be explained in more
detail.

The “hydrogels” may be defined to refer to polymer matrix
capable of swelling and may have a crosslinked structure
including a covalent bond or a non-covalent bond. Further,
such hydrogels may have a three dimensional network struc-
ture comprising the crosslinked structure and may form elas-
tic gels by absorbing water.

The hydrogels according to one embodiment of the present
invention comprise a crosslinked body obtained by crosslink-
ing y-polyglutamic acid derivatives of which at least some
carboxyl groups are activated and polyethylene glycol based
polymers having a plurality of nucleophilic functional
groups, and the y-polyglutamic acid derivatives may be those
to which succinimide ester derivatives containing alkyl
groups are introduced, resulted by introducing lower alkano-
lamines having 1 to 5 carbon atoms as a linker to at least some
carboxyl groups, reacting the introduced hydroxyl terminals
of'the linker with cyclic alkyl anhydrides to generate carboxyl
groups at terminals, and activating them to succinimides.

The lower alkanolamines having 1 to 5 carbon atoms used
as a linker, for example, may be aminomethanol, 1-amino-2-
propanol, 1-amino-3-propanol, 1-amino-4-butanol, 1-amino-
5-pentanol or mono ethanol amine (MEA or 2-aminoethanol)
and preferably, they may be mono ethanol amine.

The succinimide ester derivatives may include succinim-
idyl valerate (SVA: —CH,CH,CH,CH,—CO—NHS), suc-
cinimidyl glutarate (SG: —CO—CH,CH,CH,—CO—
NHS), succinimidyl propionate (SPA: —CH,CH,—CO—
NHS), succinimidyl succinate (SS: —CO—CH,CH,—
CO—NHS), and succinimidyl carboxymethylated (SCM:
—CH,—CO—NHS), depending on the kinds of the intro-
duced alkyl groups.

Preferably, the y-polyglutamic acid derivatives may be
those represented by chemical formula 1:
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wherein,

a total sum of 1, m, and n is an integer of 390 to 15,500,

aratio of 1, m, and n is I:m:n=0t0 0.5:0.2 t0 0.5:0.2 t0 0.8,

L is a linker, M is each independently H, an alkali metal or
alkali earth metal, R is CH,,

bis O or 1, and c is an integer of 1 to 5.

The linker is preferably —HN—(R)a-O—, and R con-
tained in the linker is CH,, and a is an integer of 1 to 5.

In chemical formula 1 above, —(CO)b-(R)c-CO— may be
preferably —CH,CH,CH,CH,—CO—, —CO—
CH,CH,CH,—C0O—, —CH,CH,—CO—, —CO—
CH,CH,—CO—, or —CH,—CO—.

The hydrogels can quickly gelate by crosslinking reaction
in their aqueous solutions of pH 7.2~11.0, 37° C. that falls
under physiological conditions, and in situ gel formation is
possible on living organs or tissues of animals or humans. The
crosslinking reaction time till they become gels even under
such physiological conditions may be within 10 min, prefer-
ably within 2 min, and more preferably within 30 sec. There-
fore, since the hydrogels can be in situ formed in a gel state in
medical fields to be applied to biological tissues, they can be
effectively used for tissue adhesion.

A molar ratio of the ester groups of the activated y-poly-
glutamic acid derivative among the carboxyl groups of the
y-polyglutamic acid derivative may be preferably 0.10 to
0.99, more preferably 0.30 to 0.80, and most preferably 0.5 to
0.7. With being activated at such molar ratio, the gelation time
of the hydrogels can be shortened and adhesive force and
strength to biological tissues can be optimized. As the activa-
tion level is increased, crosslinking points which form a three
dimensional mesh structure of the hydrogels produced by
crosslinking reaction are increased as well. Thus, the physical
strengths of hydrogels such as compressive strength ortensile
strength are increased, and tissue adhesive force is also
increased.

Before the activation, y-polyglutamic acid may be repre-
sented by general formula 1:

4H
N
H n

COOM

OH

wherein,

nis from 390 to 15,500 and preferably, 3,900 to 7,800, and

M is H, an alkali metal or alkali earth metal (for example,
Na, K, Ca, or Mg, and preferably, Na).

A weight average molecular weight of the y-polyglutamic
acid may be preferably 50,000 to 2,000,000 Daltons, more
preferably 50,000 to 1,000,000 Daltons.

H— (NH— CH—CH,—CH, — CO),— (NH—CH—CH, — CH,—C0),,— (NH— CH— CH,—CH, — C0),,—OH

CO CO

L'— (CO)—(R).—CO;M

CO
L_(Co)b_(R)c_CO\

O
\N
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If the molecular weight is too high, the dissolution time is
too long so it is inconvenient to use.

The polyethylene glycol based polymers which form a
crosslinked body together with the activated y-polyglutamic
acid derivatives according to a preferred embodiments of the
invention may be preferably those with an amine group or a
thiol group bonded to their terminals. For example, such
polyethylene glycol based polymers may have such structure
that repeat unit of polyethylene glycols is bonded to each
hydroxyl group of dihydric or more, preferably 2 to 12 poly-
hydric alcohols, and an amine group, thiol group or hydroxyl
group is bonded to their terminals. More particularly, such
polyethylene glycol based polymers may be represented by
chemical formula 2:

—{(CH,CH,0)n-CH,CH,X]m 2

wherein, I is a radical derived from 2 to 12 polyhydric
alcohols, where the hydrogen of each hydroxyl group of the
polyhydric alcohols is substituted by —(CH,CH,O)n—
CH,CH,X and it presents a radical in the form of an ether
bond therewith, X represents an amine group, thiol group or
hydroxyl group, nis 19 to 170, and m is an integer of 2to 12,
which is equal to the number of the hydroxyl groups of the
polyhydric alcohols which I is derived from.

In chemical formula 2 above, specific examples of | may
include diols such as ethylene glycol, propandiol, butandiol,
pentandiol, hexandiol, etc.; or tri to dodecahydric polyols
selected from disaccharides such as glycerol, erythritol, threi-
tol, pentaerythritol, xylitol, adonitol, sorbitol, mannitol,
palatinose, maltose monohydrate, or maltitol, or trisaccha-
rides such as D-raffinose pentahydrate. More particularly, the
above I may be a radical derived from 4 to 12 polyhydric
alcohols.

An example of the polyethylene glycol based polymers
falling under the category of chemical formula 2 above may
include polymers made by binding a polyethylene glycol
repeat unit having terminal nucleophilic functional groups to
a radical derived from pentaerythritol or sorbitol, for
example, a polymer of chemical formula 3 or 4 below.

CH,0~CH,CH,0 39— CH,CH,X
XCH,CH, — OCH,CH, 3~ OCH, —C — CH,0 ~ CH,CH,0 9 CH,CH,X
CH,0—CH,CH,0 95— CH,CH,X

CH,0—CH,CH,09—CH,CH,X
XCH,CH, —¢ OCH,CH, 5—0—CH
HC— O —CH,CH,039%+ CH,CH,X
HC — O —¢CH,CH,0 9 CH,CHX
XCH,CH, —OCH,CH, 3—0—CH

CH,0— CHyCH,03— CH,CH, X

In chemical formulae 3 and 4 above, X and n are as defined
in formula 2 above.

Since such polyethylene glycol based polymers contain a
lot of nucleophilic functional groups such as amine groups,
thiol groups or hydroxyl groups, they can form amide bond,
thioamide bond or ester bond, together with the activated
y-polyglutamic acid derivatives of chemical formula 1, and
they can form a crosslinked structure therefrom to create a
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crosslinked body and hydrogel having a three dimensional
network structure. In particular, such polyethylene glycol
based polymers can perform speedy crosslinking reaction
with the activated y-polyglutamic acid derivatives to provide
hydrogels having a short gelation time.

Further, such polyethylene glycol based polymers, which
are typical biocompatible polymers among the synthetic
polymers, can make a hydrogel containing their crosslinked
body show biocompatibility suitable to be applied for tissue
adhesion, etc. The polyethylene glycol based polymers may
be prepared according to ordinary methods, for example, by
performing the addition polymerization of ethylene oxides
and polyhydric alcohols and introducing nucleophilic func-
tional groups thereto.

A weight average molecular weight of the polyethylene
glycol based polymers may be 5,000 to 30,000 Daltons, par-
ticularly 10,000 to 20,000 Daltons. If the weight average
molecular weight is too small, a gelation time required for the
formation of crosslinked body and hydrogels is increased, or
gelation reaction might not occur well. In contrary, if the
molecular weight of the polyethylene glycol based polymers
is too big, the biodegradability of the crosslinked body and
hydrogels may be deteriorated.

In the hydrogels of one embodiment of the invention, the
nucleophilic functional groups of the polyethylene glycol
based polymers may have a molar ratio of 0.1 to 2.0, particu-
larly 0.2 to 1.0, and more particularly 0.4 to 0.6, with regard
to the activated carboxyl groups (for example, succinimide
ester groups) of the y-polyglutamic acid derivatives. With the
satisfaction of such molar ratio, the hydrogels may have
excellent adhesive force and burst strength with regard to
biological tissues, and the crosslinking degree of the hydro-
gels may be optimized as well. However, if the molar ratio is
too low, the strength of the hydrogels may become weak due
to small crosslinking points thereof.

Furthermore, according to another embodiment of the
invention, there are provided methods of producing the afore-
mentioned y-polyglutamic acid derivative and a hydrogel
where the y-polyglutamic acid derivative and the polyethyl-
ene glycol based polymer are crosslinked.

Preferably, the method may include a first step of reacting
at least some carboxyl groups of a y-polyglutamic acid with a
lower alkanolamine having 1 to 5 carbon atoms to form a
y-polyglutamic acid-alkanol amine; a second step of reacting
a hydroxyl group of the y-polyglutamic acid-alkanol amine
with an anhydride of an acid selected from the group consist-
ing of glutaric acid and succinic acid, or 1-halo alkanoic acid
selected from the group consisting of 1-halo valeric acid,
1-halo propionic acid and 1-halo methylcarbonic acid to form
an alkanoic acid terminal; and a third step of reacting the thus
formed carboxyl terminal with N-hydroxysuccinimide or
N-hydroxysulfosuccinimide to form a y-polyglutamic acid
derivative of which at least some carboxyl groups are acti-
vated.

The steps 1 to 3 of forming the y-polyglutamic acid deriva-
tive of which at least some carboxyl groups are activated will
be explained with reference to reaction formula 1 below.
Reaction formula 1 is one example of producing the y-poly-
glutamic acid derivative according to one embodiment of the
invention where monoethanolamine (MEA) is used as a
linker, and a carboxyl terminal to which an alkyl group is
introduced is formed using an anhydride of succinic acid and
then activated using NHS.
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H
‘QN 1) DCC/NHS/NaHCO3
H ' OH
2) NH,CH,CH,OH
(MEA)
@) OH step 1
YPGA
(¢]
H
(,N
H n OH
O NH
o o DCC/NHS
O step 3
O—N
(0]
o
SS-PGA

All the reactions in steps 1 to 3 above may be preferably
carried out at 0 to 150° C., particularly 20 to 70° C., and for
reaction time of 0.5 to 35 hours, preferably 5 to 24 hours.

In the first step, as a step of introducing a linker to the
carboxyl groups of y-polyglutamic acids, the linker may be
introduced by reacting at least some carboxyl groups of the
y-polyglutamic acid with a lower alkanolamine having 1 to 5
carbon atoms to form a y-polyglutamic acid-alkanolamine.

The lower alkanolamine having 1 to 5 carbon atoms may be
for example, aminomethanol, 1-amino-2-propanol, 1-amino-
3-propanol, 1-amino-4-butanol, 1-amino-5-pentanol, or
monoethanolamine (MEA or 2-aminoethanol), and prefer-
ably, it may be monoethanolamine.

Preferably, the alkanolamines may be reacted in the pres-
ence of carbodiimide type compounds such as DCC and
N-hydroxysuccinimide (or N-hydroxysulfosuccinimide),
and the carbodiimide type compounds and N-hydroxysuccin-
imide (or N-hydroxysulfosuccinimide) and alkanolamines
may be reacted preferably in a molar ratio of 0.1 to 2, more
preferably 1 to 2, respectively, with regard to a mole unit of
the carboxyl groups included in the y-polyglutamic acid prior
to the activation.

Preferably, the first step may be conducted in aprotic sol-
vents such as DMSO (dimethyl sulfoxide), DMF (dimethyl
formamide), and formamide. It is not desirable to use protic
solvents because they may react with activated NHS-esters,
or to use other common organic solvents because the reaction
materials are insoluble there.

In the second step, as a step of introducing an alkanoic acid
terminal, the carboxyl terminal may be formed by reacting a
hydroxyl group of the y-polyglutamic acid-alkanolamine
formed in aprotic solvents such as formamide, DMF (dim-
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ethyl formamide), and DMSO (dimethyl sulfoxide) with an
anhydride of an acid selected from the group consisting of
glutaric acid and succinic acid, or by reacting it with 1-halo
alkanoic acid selected from the group consisting of 1-halo
valeric acid, 1-halo propionic acid and 1-halo methylcarbonic
acid.

Preferably, the anhydride of an acid or 1-halo alkanoic acid
may be reacted in a molar ratio of 3 to 8, more preferably 4 to
6, with regard to a mole unit of the lower alkanolamines
introduced to form the y-polyglutamic acid-alkanolamines,
s0 as to introduce carboxyl groups to the y-polyglutamic
acid-alkanolamines at 100 mole %.

In the third step, as a step of forming activated y-poly-
glutamic acid derivatives, the y-polyglutamic acid derivatives
of chemical formula 1 in which at least some carboxyl groups
are activated may be formed by reacting the thus formed
carboxyl terminal with N-hydroxysuccinimide or N-hydrox-
ysulfosuccinimide in the presence of carbodiimide type com-
pounds such as dicyclohexylcarbodiimide (DCC).

Preferably, with regard to a mole unit of the carboxyl
groups formed through the reaction with the anhydride of an
acid or 1-halo alkanoic acid, the carbodiimide type com-
pounds may be added in a molar ratio of 0.1 to 3, more
preferably 1 to 2, and N-hydroxysuccinimide or N-hydrox-
ysulfosuccinimide may be added in a molar ratio of 0.1 to 3,
more preferably 1 to 2.

The molar ratio of the ester groups of the y-polyglutamic
acid derivatives activated through the third step may be pref-
erably 0.10 to 0.99, more preferably 0.30 to 0.80, and most
preferably 0.5 to 0.7, with regard to the carboxyl groups of the
y-polyglutamic acid prior to the activation. With the activa-
tion in such molar ratio, the gelation time of hydrogels may be
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shortened and adhesive force and strength with regard to
biological tissues may be optimized.

After the preparation of the activated y-polyglutamic acid
derivatives as described above, they may further be
crosslinked with polyethylene glycol based polymers having
a plurality of nucleophilic functional groups to produce a
crosslinked body and hydrogel.

Hence, according to a preferred embodiment of the present
invention, there is provided a method of preparing a hydrogel
comprising performing the crosslinking reaction of the
y-polyglutamic acid derivative of chemical formula 1 and a
polyethylene glycol based polymer having a plurality of
nucleophilic functional groups. According to such prepara-
tion method, it is possible to obtain a hydrogel capable of
forming a crosslinked structure within fast gelation time even
in physiological conditions around a room temperature and in
particular, it makes it easy to use such hydrogels for tissue
adhesion by applying them for in situ medical treatment.

Particularly, the method of preparing the hydrogel may
further comprise, subsequent to conducting steps 1 to 3 of
preparing the y-polyglutamic acid derivative, a fourth step of
performing the crosslinking reaction of the activated y-poly-
glutamic acid derivatives and the polyethylene glycol based
polymers having a plurality of nucleophilic functional
groups.

The crosslinking reaction of the fourth step may be con-
ducted in a solution state where the activated y-polyglutamic
acid derivatives and the polyethylene glycol based polymers
are mixed. For example, it can be conducted by mixing a first
solution containing a solution of the activated y-polyglutamic
acid derivatives and a second solution containing a solution of
the polyethylene glycol based polymers.

When combining the first solution and the second solution,
it is desirable to mix them in mutually suitable concentrations
in order to obtain an even gel. A crosslinking density may be
regulated by the concentrations of polymers. As the concen-
trations of the polymers are increased, the crosslinking den-
sity is increased as well. However, in the case of the first
solution where the activated y-polyglutamic acid derivatives
having a bigger molecular weight than 1,000 K Dalton, its
viscosity starts to increase beyond a certain concentration,
making an even mixture difficult. If the concentration of the
polymers is too low, the strength of gels is weak or gel for-
mation itself becomes difficult due to a low crosslinking
degree thereof.

Hence, the concentration of the polymers, that is, a total
concentration of the activated y-polyglutamic acid derivatives
and polyethylene glycol based polymers against the total
solutions, may be preferably 1 to 20 wt. %, more preferably 5
to 15 wt. %, and most preferably 8 to 10 wt. %.

Further, a concentration ratio between the activated y-poly-
glutamic acid derivatives and the polyethylene glycol based
polymers may be preferably 5~10:10~15(wt. %).

As a solvent used for preparing the first solution and the
second solution, there may be used a distilled water, and other
non-toxic solutions such as buffer solutions including a
physiological saline solution, sodium bicarbonate
(NaHCO,;), boric acid and phosphoric acid.

Of the solvents, the buffer solutions affect gelation time.
That is, gelation reaction may or may not occur, or gelation
time may be controlled in either fast or slow way, depending
on the types of the buffer solutions. The buffer solutions
should be prepared using salts having pKa similar to pH of the
solid components ofthe first solution and the second solution,
and when they are made in such a manner, their buffering
effects could be maximized so as to assist reducing a decrease
in the activity of the activated y-polyglutamic acid derivatives
in aqueous solutions.

Preferably, there may be used sodium phosphate bufter as
a buffer solution for preparing the first solution. Further, a
mixture buffer of sodium phosphate and sodium carbonate
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may be used to prepare the second solution. The mixture
buffer may be those having sodium phosphate and sodium
carbonate preferably in a volume ratio of 1:9 to 9:1.

The buffer solution of the first solution may be used pref-
erably at a concentration 0 0.01 to 0.3 M, more preferably of
0.05 to 0.1 M, and the buffer solution of the second solution
may be used preferably at a concentration of 0.01 to 0.5 M,
more preferably of 0.1 to 0.3 M.

The solid components of the first solution and the second
solution may be sterilized easily by radiation sterilization,
and the sterilization may be performed by radiating prefer-
ably a gamma ray of 10 to 50 kGy, more preferably a gamma
ray of 20 to 30kGy. The sterilization treatment may be carried
out under such conditions that do not have any adverse effects
on gelation time and other physical properties of hydrogels.

When the first solution and the second solution are mixed,
amide, thio amide or ester bonds are formed between the
activated carboxyl groups (succinimide ester groups, etc.) of
the y-polyglutamic acid derivatives and the nucleophilic func-
tional groups and they become crosslinking points to be able
to form a hydrogel having a three dimensional network struc-
ture. As a result, the crosslinking reaction may be performed
preferably at0to 50° C., more preferably 25 to 40° C., and the
crosslinking reaction (gelation) may start to occur within 1
sec. to 200 sec., preferably 2 sec. to 100 sec., and more
preferably 3 sec. to 50 sec. from the mixture thereof.

However, if the gelation time is 2 sec. or less, it may make
smooth application difficult due to the clogs of injection
needles or spray tips, and because time is not sufficient to mix
each component, uneven gels may be formed, or the forma-
tion of covalent bonds to tissue surface may be difficult,
thereby causing a low adhesive force. In contrary, if the gela-
tion time is too prolonged, it may not be easy to apply it
because it may run in the form of solutions prior to the
formation of gel at application sites. Hence, it is desirable to
have 3 sec. or more, particularly not less than 5 sec. and not
more than 15 sec. in order to maintain high adhesive force and
burst strength till penetrating into biological tissue.

Since the hydrogels have excellent properties through
rapid gelation even under physiological conditions as
explained above, they can be advantageously applied for tis-
sue adhesion, etc. in medical fields. This application may be
done by using devices such as a double barrel syringe, but not
limited thereto.

The hydrogels prepared by the above methods may be
provided in forms of sponge or sheet, or powders by conduct-
ing lyophilization, and they may be employed in such forms
for anti-adhesive agents, absorbents, drug delivery, etc.
Moreover, a kit or a composition containing each component
for the formation of hydrogels (the activated y-polyglutamic
acid derivatives of chemical formula 1 and the polyethylene
glycol based polymers) may be applied for the adhesion of
biological tissue by performing crosslinking reaction and
thus forming a hydrogel in situ at medical fields, which will be
explained later in detail. For the application to tissue adhe-
sion, a mixture containing the activated y-polyglutamic acid
derivatives and the polyethylene glycol polymers, for
example, a mixture aqueous solution is formed on biological
tissue and then, the thus formed aqueous solution is subject to
crosslinking reaction to form a hydrogel, which can form
coatings on the biological tissue.

According to another embodiment of the invention, there is
provided a kit for the preparation of the aforementioned
hydrogels. This kit for the preparation of the hydrogels may
comprise the y-polyglutamic acid derivatives of chemical
formula 1 of which at least some carboxyl groups are acti-
vated and the polyethylene glycol based polymers having a
plurality of nucleophilic functional groups, as described
above.

As explained above, the hydrogels according to one
embodiment may be obtained at a rapid gelation rate even
under physiological conditions. Such hydrogels, in the form
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of'a kit or a composition prior to gelation thereof comprising
each component for the formation thereof, may be applied for
tissue adhesion, etc. For example, after the kit or composition
comprising each component is applied to biological tissues,
gelation occurs on the biological tissue to be able to form a
hydrogel and exhibit the function of tissue adhesion. For such
applications, a kit according to another embodiment may be
used.

According to specific examples, the kit for the preparation
ot hydrogels may include a first solution containing an aque-
ous solution of the activated y-polyglutamic acid derivatives
and a second solution containing an aqueous solution of the
polymers having nucleophilic functional groups. The kit may
be used by mixing the aqueous solutions of the first solution
and the second solution and especially, it is characterized by
having adhesive force to tissues by mixing the first solution
and the second solution and in-situ forming hydrogel.

When such a two-solution reaction type sealant is to be
used, mixing and use of the first solution and the second
solution may be carried out by several methods. For example,
mixing may be carried out by applying one of the concen-
trates of the first solution and the second solution to the
surface of an object to be coated and continuously applying
the other, or it may be carried out by mixing the first solution
and the second solution in an applicator such as a double
barrel syringe and then applying them. If desired, it may be
used for anti-adhesion purpose as a sheet consisting of a gel
state resin in addition to the use as a sealant. A mixture ratio
(volume ratio) of the first solution and the second solution is
usually set as 0.5 to 2.0 (the ratio of the second solution
against the first solution; its reverse rate is the same).

According to another embodiment of the invention, there is
provided a tissue adhesive composition using the hydrogels
described in the above. As explained in the above, the hydro-
gels may be used preferably for biological tissue adhesion, in
the form of a composition prior to gelation thereof, compris-
ing each component for the formation thereof. Hence, one
embodiment of the tissue adhesive composition may com-
prise each component for the preparation of hydrogel, for
example, the y-polyglutamic acid derivative of chemical for-
mula 1 of which at least some carboxyl groups are activated
and the polyethylene glycol based polymer having a plurality
of nucleophilic functional groups.

The composition of one embodiment comprising the
y-polyglutamic acid derivative of which at least some car-
boxyl groups are activated and the polyethylene glycol based
polymer having a plurality of nucleophilic functional groups
may be applied into body at a temperature range of 25 to 40°
C., for example, near physiological conditions, and when they
are being mixed, gelation may occur within 10 min., particu-
larly within 2 min., and more particularly within 5 to 30 sec.
to form a hydrogel. Hence, since such compositions may be
gelated within a short time after applied to biological tissues,
and then adhered to the tissues, preferably, in situ application
thereof in medical fields is possible.

Since the methods of applying the tissue adhesive compo-
sitions are the same as explained in the kit for the preparation
of hydrogels, no further description thereof will be given.

The tissue adhesive compositions may be applied for vari-
ous applications such as topical wound suture, gastroenteros-
tomy, vascular anastomosis, and ophthalmology surgery.

Since the y-polyglutamic acid derivatives prepared using
the same according to the present invention can maintain their
activities in their aqueous solution state for a certain time, the
solutions do not need to be used right away after the prepa-
ration thereof. They can form gels instantly at wound area,
have excellent adhesive force to biological tissues, thereby
suppressing the leakage of blood or air, are degradable in
living body and thus either absorbed or secreted, and have no
toxicity to living body. Furthermore, gelation time can be also
controlled and regulated to a desired level.
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Therefore, the hydrogels can be advantageously used for
various applications including biological tissue adhesion.

BRIEF DESCRIPTION OF THE SEVERAL
VIEWS OF THE DRAWING(S)

FIG. 1 is a graph showing the stability of the activated
y-polyglutamic acid derivatives in aqueous solutions through
the burst strength change of gels according to the lapse of time
after dissolution.

FIG. 2 is a graph showing the swellability of the hydrogel
prepared by the crosslinking reaction of the activated y-poly-
glutamic acid derivative and the polyethylene glycol accord-
ing to immersion temperature and time (Example 1).

FIG. 3 is a graph showing the degradation of the hydrogel
prepared by the crosslinking reaction of the activated y-poly-
glutamic acid derivative and the polyethylene glycol.

FIG. 4 shows "H NMR spectrum with regard to the content
of'substituted NHS within the activated SS-PGA according to
Experimental Example 1 of the invention.

FIG. 5 shows "H NMR spectrum with regard to the content
of substituted NHS within the activated SG-PGA according
to Experimental Example 1 of the invention.

DETAILED DESCRIPTION OF THE INVENTION

Hereafter, the invention will be explained in more detail
through examples. However, it is noted that these examples
are intended to merely illustrate the invention, and the scope
of'the invention is not construed to be limited to the examples.

PREPARATION EXAMPLE 1
Preparation of Activated SS-PGA
PREPARATION EXAMPLE 1.1

Preparation of y-PGA-MEA by Introduction of
Linker to y-PGA

To a dried 1000 ml 2-neck round glass flask were added
100 mmol (12.9 g) of y-polyglutamic acid (PGA, molecular
weight 50K, 500K, 1000K, and 2000K Da) on the basis of
carboxyl units and 650 ml of dimethylsulfoxide (DMSO),
which were then stirred at 60° C. for 16 hours so that they
were evenly dissolved and then, the temperature of the reac-
tion solution was lowered to a room temperature (25° C.).
N-hydroxysuccinimide (NHS) and dicyclohexylcarbodiim-
ide (DCC) were measured in 2 equivalent overweights,
respectively with regard to the carboxyl units of y-poly-
glutamic acid, and sodium bicarbonate was measured in the
same molar ratio as y-polyglutamic acid and then, they were
added and stirred under a reduced pressure to eliminate mois-
ture. After one hour, they were reacted under nitrogen atmo-
sphere for 3 hours. After the completion of the reaction,
monoethanolamine (MEA) measured in 2 equivalent over-
weights with regard to the carboxyl units of y-polyglutamic
acid was added and then reacted for 1 hour.

After the completion of the reaction, the reaction solution
was filtrated and at the same time, precipitated in 4 L. of ethyl
acetate (EA) to eliminate sodium bicarbonate and the pro-
duced urea. After the complete elimination of the unreacted
NHS and DCC by washing twice with EA, they were dried in
avacuum oven for 16 hours or more so as to eliminate residual
solvents. Thus, y-polyglutamic acid (YPGA-MEA) com-
pounds to which the linker was introduced were finally
obtained.
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PREPARATION EXAMPLE 1.2

Preparation of S-PGA (Succinylated PGA) by
Introduction of Alkanoic Acid Group at Linker
Terminal

To a dried 1000 ml 2-neck round glass flask were added
100 mmol (18.3 g) of y-PGA-MEA prepared in Preparation
Example 1.1 above on the basis of hydroxyl units and 450 ml
of dimethylsulfoxide (DMSO), which were then stirred at a
room temperature (25) for 2 hours so that they were evenly
dissolved and then, succinic anhydride (SA) was measured in
6 equivalent overweights with regard to the hydroxyl units of
y-PGA-MEA, and sodium bicarbonate was measured in a %2
level with regard to the moles of SA and then, they were added
and stirred under a reduced pressure to eliminate moisture.
After one hour, they were reacted under nitrogen atmosphere
for 24 hours.

After the completion of the reaction, the reaction solution
was filtrated to eliminate sodium bicarbonate and then, pre-
cipitated in 2.7 L of ethyl acetate (EA). After the complete
elimination of the unreacted SA by washing twice with EA,
they were dried in a vacuum oven for 16 hours or more so as
to eliminate residual solvents.

PREPARATION EXAMPLE 1.3

Preparation of Activated SS-PGA (Succinimidyl
Succinyl PGA)

To a dried 1000 ml 2-neck round glass flask were added
100 mmol (27.28 g) of S-PGA prepared in Preparation
Example 1.2 above on the basis of carboxyl units and 700 ml
of dimethylsulfoxide (DMSO), which were then stirred at a
room temperature (25° C.) for 2 hours so that they were
evenly dissolved and then, N-hydroxysuccinimide (NHS)
and dicyclohexylcarbodiimide (DCC) were measured in
molar ratios described in Table 1 below, respectively with
regard to the mole unit of the carboxyl groups formed through
the reaction of SA and then, they were added and stirred under
areduced pressure to eliminate moisture. After one hour, they
were reacted under nitrogen atmosphere for 24 hours.

After the completion of the reaction, the reaction solution
was filtrated to eliminate the produced urea and then, precipi-
tated in 5.6 L of ethyl acetate (EA). After the complete elimi-
nation of the unreacted NHS and DCC by washing twice with
EA, they were dried in a vacuum oven for 3 hours and then
dried again for 72 hours at a temperature which was increased
to 60° C., so as to eliminate residual solvents. Thus, activated
SS-PGA ester compounds were finally obtained.

PREPARATION EXAMPLE 2
Preparation of Activated SG-PGA
PREPARATION EXAMPLE 2.1
Preparation of G-PGA (Glutarylated PGA)

To a dried 1000 ml 2-neck round glass flask were added
100 mmol (18.3 g) of y-PGA-MEA prepared in Preparation
Example 1.1 above on the basis of hydroxyl units and 450 ml
of dimethylsulfoxide (DMSO), which were then stirred at a
room temperature (25° C.) for 2 hours so that they were
evenly dissolved and then, glutaric anhydride (GA) was mea-
sured in 6 equivalent overweights with regard to the hydroxyl
units of y-PGA-MEA, and sodium bicarbonate was measured
in a %2 level with regard to the moles of GA and then, they
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were added and stirred under a reduced pressure to eliminate
moisture. After one hour, they were reacted under nitrogen
atmosphere for 24 hours.

After the completion of the reaction, the reaction solution
was filtrated to eliminate sodium bicarbonate and then, pre-
cipitated in 2.7 L of ethyl acetate (EA). After the complete
elimination of the unreacted GA by washing twice with EA,
they were dried in a vacuum oven for 16 hours or more so as
to eliminate residual solvents.

PREPARATION EXAMPLE 2.2

Preparation of Activated SG-PGA (Succinimidyl
Glutaryl PGA)

To a dried 1000 ml 2-neck round glass flask were added
100 mmol (27.28 g) of G-PGA prepared in Preparation
Example 2.1 above on the basis of carboxyl units and 700 ml
of dimethylsulfoxide (DMSO), which were then stirred at a
room temperature (25° C.) for 2 hours so that they were
evenly dissolved and then, N-hydroxysuccinimide (NHS)
and dicyclohexylcarbodiimide (DCC) were measured in
molar ratios described in Table 1 below, respectively with
regard to the mole unit of the carboxyl groups formed through
the reaction of GA and then, they were added and stirred
under a reduced pressure to eliminate moisture. After one
hour, they were reacted under nitrogen atmosphere for 24
hours.

After the completion of the reaction, the reaction solution
was filtrated to eliminate the produced urea and then, precipi-
tated in 5.6 L of ethyl acetate (EA). After the complete elimi-
nation of the unreacted NHS and DCC by washing twice with
EA, they were dried in a vacuum oven for 3 hours and then
dried again for 72 hours at a temperature increased to 60° C.
so as to eliminate residual solvents. Thus, activated SG-PGA
ester compounds were finally obtained.

EXPERIMENTAL EXAMPLE 1
Measurement of Content of Substituted NHS

The contents of substituted NHS within the activated SS-
PGA and the activated SG-PGA prepared according to Prepa-
ration Examples 1 and 2 above were measured using NMR
and illustrated in Table 1 below and FIG. 4 (SS-PGA) and
FIG. 5 (SG-PGA). In particular, it was obtained as a ratio of
the integral value of —CH,— (2.8 ppm) of bonded N-hy-
droxysuccinimide (NHS) with regard to the integral value of
—CH,-(2.05 ppm) of y-PGA measured in ‘H NMR (D20
solvent).

TABLE 1
NHS Introduction Ratio of y-PGA According to Input
of NHS and DCC
Content of
v-PGA Weight Substituted
Average Molecular ~ [NHS]/ NHS

No Weight (kDa) [COOH] [DCC)/[COOH] (mole %)
T-1 50 2.0 2.0 65
T2 1,000 1.0 1.0 35
T-3 1,000 1.5 1.5 53
T-4 1,000 2.0 2.0 64
T-5 1,000 3.0 3.0 81
T-6 1,000 4.0 4.0 84

With reference to Table 1 above, when reaction was per-
formed for 24 hours at room temperature, the substitution
degree of NHS increased in proportion to the amounts of NHS
and DCC, regardless of the weight average molecular weight
of y-PGA. However, only 80 mole % or so of the total car-
boxyl groups were substituted even when excess amounts of
NHS and DCC more than 3 equivalents with regard to car-
boxyl groups were reacted.
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EXAMPLES 1 to 6

Preparation of Hydrogels According to
Concentrations of Activated y-Polyglutamic Acid
Derivatives and Polyethylene Glycol Based
Polymers

The activated y-polyglutamic acid derivatives (SS-PGA)
synthesized pursuant to the conditions of T-1 of Table 1 and

4-arm PEG-SH having a molecular weight of 20 kDa were 10

subject to crosslinking reaction (Examples 1 to 3). Further,
SS-PGA synthesized pursuant to the conditions of T-4 of

18

Table 1 and 4-arm PEG-SH having a molecular weight of 20
kDa were subject to crosslinking reaction (Examples 4 to 6).

SS-PGA aqueous solution (first solution) was formulated
by dissolving SS-PGA in 1 ml of 0.05 M sodium phosphate
aqueous solution according to the amounts set forth in Table
2. Similarly, 4-arm PEG-SH aqueous solution (second solu-
tion) was formulated by dissolving 4-arm PEG-SH in 1 ml of
0.3 M sodium phosphate/sodium carbonate mixture (5:5)
aqueous solution according to the amounts set forth in Table
2. Each 0.5 ml of the first solution and the second solution
were collected into a syringe of 1 ml volume. Two syringes
were equipped to a dual barrel syringe so that they could be
preliminarily mixed in a spray.

TABLE 2

Crosslinking Reaction Conditions of SS-PGA (Buffer Solution: 0.05M Sodium

Phosphate Aqueous Solution) and Polyethylene Glycol based Polymer

(Buffer Solution: 0.3M P/C Mixture Aqueous Solution)

Weight
Average
Molecular

Weight of
YPGA
(kDa) (%) Type

Concentration
of SS-
PGA

Polyethylene
Glycol based

Polymer Concentration of

(First
Solution)

Molecular  Polyethylene Glycol
Weight based Polymer
(kDa) (Second Solution) (%)

el
SNV RN VIS

4-PEG-SH
4-PEG-SH 20 10
4-PEG-SH 20 10
4-PEG-SH 20 12
4-PEG-SH 20 10
4-PEG-SH 20 10

o
<
— =
PO ooy

EXAMPLES 7-16

Preparation of Hydrogels According to Types of
Polyethylene Glycol Based Polymers

The activated y-polyglutamic acid derivatives (SS-PGA)
synthesized pursuant to the conditions of T-4 of Table 1 and
polyethylene glycol based polymers were subject to
crosslinking reaction. SS-PGA aqueous solution (first solu-
tion) was formulated by dissolving SS-PGA in 1 ml of 0.05 M
sodium phosphate aqueous solution according to the amounts
set forth in Table 3. Similarly, an aqueous solution (second
solution) was formulated by dissolving polyethylene glycol
based polymers in 1 ml of 0.3 M sodium phosphate/sodium
carbonate mixture aqueous solution according to the amounts
set forth in Table 3. Each 0.5 ml of the first solution and the
second solution were collected into a syringe of 1 ml volume.
Two syringes were equipped to a dual barrel syringe so that
they could be preliminarily mixed in a spray.

TABLE 3

Crosslinking Reaction Conditions of SS-PGA (Buffer Solution: 0.05M Sodium

Phosphate Aqueous Solution) and Polyethylene Glycol based Polymer

(Buffer Solution: 0.3M P/C Mixture Aqueous Solution)

No.

Concentration of
Polyethylene
Glycol based

Polyethylene
Glycol based
Polymer

Weight

Average Concentration

Molecular of SS-PGA
Weight of  (First Solution)
YPGA (kDa) (%) Type

Molecular Polymer
Weight  (Second Solution)
(kDa) (%)

Ex.7
Ex. 8
Ex.9
Ex. 10
Ex. 11
Ex. 12
Ex. 13

1000 10
1000 10
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TABLE 3-continued
Crosslinking Reaction Conditions of SS-PGA (Buffer Solution: 0.05M Sodium
Phosphate Aqueous Solution) and Polyethylene Glycol based Polymer
(Buffer Solution: 0.3M P/C Mixture Aqueous Solution)
Polyethylene Concentration of
Weight Glycol based Polyethylene
Average Concentration Polymer Glycol based
Molecular of SS-PGA Molecular Polymer
Weight of  (First Solution) Weight  (Second Solution)
No. YPGA (kDa) (%) Type (kDa) (%)
Ex. 14 1000 10 6-PEG-SH 10
Ex. 15 1000 12 6-PEG-SH 20
Ex. 16 1000 12 6-PEG-SH 20
EXPERIMENTAL EXAMPLE 2 EXPERIMENTAL EXAMPLE 3

Measurement of Gelation Time

0.5 ml of the first reaction solution and the second reaction
solution prepared according to Examples 1 to 16 were each
collected into a 1 ml syringe and then, the two solutions were
mixed using a magnetic stirrer in a 24 well cell culture plate
made of clear polystyrene. They were stirred using a stirring
bar having a diameter of 4 mm and a length of 12 mm, ata rate
01’500 rpm at a room temperature, and time immediately after
the first reaction solution and the second reaction solution
were added until the stirring bar stopped was measured using

a stop watch. The results are shown in Table 4.
TABLE 4
Gelation Time of SS-PGA and Polyethylene Glycol Derivatives

No Gelation Time (sec.)
Ex. 1 5

Ex.2 7

Ex. 3 7

Ex. 4 8

Ex.5 5

Ex. 6 2

Ex. 7 N/G

Ex. 8 N/G

Ex. 9 4

Ex. 10 5

Ex. 11 4

Ex. 12 30

Ex. 13 25

Ex. 14 21

Ex. 15 10

Ex. 16 1

The crosslinking reactions of the activated y-polyglutamic
acid derivatives and the polyethylene glycol based polymers
did not show a big difference in gelation time regardless of the
molecular weights of y-polyglutamic acids because the sub-
stitution degrees of NHS were similar, and they had gelation
time of 5 seconds or so. Under the identical conditions, as the
concentration of the total polymers was increased, gelation
time was decreased.

Moreover, in Example 7 and Example 8 where 2-PEG-NH,
was used as a polyethylene glycol based polymer, no gelation
reaction occurred regardless of the molecular weight of PEG
within 10 min. Furthermore, in Examples 13 to 16 where
crosslinking reaction was performed with regard to 6-arm
PEG-SH, because reaction groups per PEG unit are more than
4-arm PEG-SH, rapid gelation occurred at a relatively low
concentration. However, if the concentration of 6-arm PEG-
SH was increased, gels were unevenly formed due to too fast
gelation, as discussed above.

20

25

30

35

40

45

50

55

60

65

Measurement of Burst Strength

The measurement of burst strength was carried out by
methods set forth in ASTM2392. 0.35 ml of the first reaction
solution and the second reaction solution prepared according
to Examples 1 to 16 were each collected into a 1 ml syringe.
A collagen casing was washed twice in water and ethanol
respectively to eliminate glycerin that was smeared on the
collagen casing and then, it was cut to 3x3 cm and punched a
hole of 3 mm using a punch for skin biopsy, so as to be used
as a tissue replacement product. Thereafter, the collagen cas-
ing having a hole of 3 mm was fixed using teflon as a support.
After that, 0.3 ml of the first reaction solution and the second
reaction solution were each mixed using a dual barrel syringe
to render the volume of the reaction solution to be 0.6 ml,
which was then applied to the hole of the collagen casing and
let stay for 5 min to be hardened. Then, after the collagen
casing to which the mixture reaction solution was applied was
separated from the teflon support, it was fixed to a burst
strength measuring machine manufactured by the methods
set forth in ASTM2392. A hydraulic pressure measured when
the hardened gels were broken was used as burst strength.
Further, for comparison purpose, the identical test was carried
out with regard to fibrin glue (Beriplast®, CSL Behring). The
burst strength results of the hydrogels are shown in Table 5.

TABLE 5

Burst Strength of SS-PGA and Polyethylene Glycol Derivatives

No. Burst Strength (mmHg)
Ex. 1 191.5
Ex.2 180
Ex. 3 165
Ex. 4 105
Ex. 5 180
Ex. 6 137
Ex. 7 N/G
Ex. 8 N/G
Ex.9 240
Ex. 10 220
Ex. 11 118
Ex. 12 58
Ex. 13 80
Ex. 14 84
Ex. 15 148
Ex. 16 30
Beriplast ® 105

A. Effects According to Concentrations of y-Polyglutamic
Acid Polymers

The maintenance of burst strength up to a certain level is
affected by the concentrations of the activated y-polyglutamic
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acid polymers. In Examples 2, 3, 5, and 6 where identical
4-arm PEG-SH polymers were used at various concentra-
tions, as the concentrations of y-PGA polymers were
increased, their burst strength were increased as well. How-
ever, if the concentration of y-PGA polymers was 10% or
higher, the burst strength didn’t increase further and more-
over, if it was 12%, its burst strength was rather reduced. This
is because too high concentration of the polymers led to an
increase in viscosity and consequently, the first solution and
the second solution failed to form a uniform gel when mixed.

Also, when the total concentration of the polymers was 9 to
10%, it showed the highest burst strength.

Furthermore, even though the total concentration of the
polymers became 10% or so by increasing the concentration
of'4-arm PEG-SH polymers, the burst strength was measured
low if the concentrations of y-polyglutamic acid polymers
were lowered to 6% with regard to molecular weight 50K, or
to 8% or under with regard to 1000K (see Examples 3 and 4).

B. Effects According to Concentrations of Polyethylene
Glycol Based Polymers

In Examples 1 and 2 and Examples 11 and 12, when the
hydrogels were produced only by varying the concentrations
of the polyethylene glycol based polymers under the same
conditions, their burst strength were increased in proportion
to the concentrations of the polyethylene glycol based poly-
mers.

When 6-PEG-SH was used as a polyethylene glycol based
polymer, since it has more reaction groups per PEG unit than
4-arm PEG-SH, it could form a uniform gel at a lower con-
centration, but the total concentration of the total polymers
was low, thereby causing fewer crosslinking points and thus,
it showed a lower burst strength than the gelation reaction
with 4-arm PEG-SH. Moreover, if the concentration of 6-arm
PEG-SH was too high (Example 16), a very low burst strength
was measured because uneven gel was formed due to too
quick gelation of no longer than 1 second and in contrary, if
the concentration is too low, it caused to form a weak gel due
to insufficient crosslinking points.

C. Effects According to Types of Polymers

In Examples 5 and 9 and Examples 6 and 10 where the
concentrations of y-PGA and polyethylene glycol polymers
and the molecular weight of y-PGA were the same and the
types of the polyethylene glycol based polymers were varied
as 4-PEG-SH and 4-PEG-NH,, respectively, Examples 9 and
10 prepared by using 4-PEG-NH, showed a higher burst
strength than Examples 5 and 6 where 4-PEG-SH was used.
Besides, they had the highest burst strength among the whole
hydrogels according to Examples 1 through 16.

However, as discussed in A, in case of Examples 6 and 10
where the concentration of y-PGA was 12%, they showed
lower burst strengths than Examples 5 and 9 where the con-
centration of y-PGA was 10%. This is because too high con-
centration of the polymers led to an increase in viscosity and
consequently, the first solution and the second solution failed
to form a uniform gel when mixed.

EXPERIMENTAL EXAMPLE 4
Measurement of Adhesion Strength

A fatty layer of the pig skin was removed using a scalpel
and the skin was cut to 1x5 cm. Using dual barrel syringe,
each 0.10 ml of the first and second solution was applied to
one dermal side of pig skin. Immediately the other sample of
skin was placed on the first layer to achieve bonding area of
1x1 cm?. The weight of 50 g was applied thereto and allowed
to stay for 10 min so that the gel became hardened. After 10
min. passed, the weight was removed and then, shear force
was given to the coupled pig skin or collagen casing at a rate
of 100 mm/min. using a tensile tester (HSK-T, Hounsfield
Co.) until they were separated from each other. A loaded
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weight when separation is occurring is defined as adhesion
strength. Further, for comparison purpose, the identical test
was carried out with regard to fibrin glue (Beriplast®, CSL
Behring). The adhesion strength results of the hydrogels are
shown in Table 6.

TABLE 6

Adhesion Strength of SS-PGA and Polyethylene Glycol Derivatives

No. Adhesion Strength (gf/cm?)
Ex. 5 398
Ex. 6 148
Ex. 10 238
Ex. 14 65
Ex. 15 196
Beriplast ® 92

The adhesion strength showed a pattern similar to the burst
strength. When gelation time is 5 sec. or so, gelation between
the two materials occurred and at the same time, they were
bonded to the collagen casing and thus, adhesion strength of
about 400 gf/cm® was measured. However, if gelation was too
fast, adhesion strength was measured low because there
wasn’t sufficient time to be bonded to collagen casing.

EXPERIMENTAL EXAMPLE 5
Pot Life Test in Aqueous Solution

The pot life of SS-PGA in aqueous solutions was tested by
measuring burst strength according to time lapse after its
dissolution. After dissolution of SS-PGA, its solution was
stayed at room temperature for a predetermined time.

The burst strengths were measured in an interval of 20 min.
up to 2 hours right after the preparation of the first reaction
solution, and the pot life results of SS-PGA in buffer are
shown in FIG. 1.

As shown in FIG. 1, the pot life of SS-PGA according to
Examples 1 and 5 in aqueous solutions was remarkably
enhanced, compared to the y-polyglutamic acid directly acti-
vated with succinimide groups (y-PGA-NHS produced
according to Preparation Example T-12 of Korean Patent
Application No. 10-2010-0138189 by the same inventors
(PGA molecular weight 1,000K, ([NHS]/[COOH]=1.2,
[DCC)/[COOH]=1.5, reaction time 3 hours)). In case of the
PGA-NHS in aqueous solutions, NHS was rapidly deacti-
vated and burst strength of its hydrogel was reduced to 30
mmHg in 40 min., which was 20% of the initial level (150
mmHg), while SS-PGA of Example 1 kept its activity for 2
hrs.

EXPERIMENTAL EXAMPLE 6
Elastic Modulus of Hydrogels

Elastic modulus (or storage modulus) of the hydrogels
prepared in Example 1 above with regard to their shear rate
was measured using a rheometer (ARES-G2, TA Instrument
Co). 0.7 ml of the first reaction solution and the second
reaction solution were each applied to a plate of the rheometer
(diameter 2 cm, interval 1.13 mm) using a dual barrel syringe
equipped with an injection needle at its ejection port so that
there were no empty space and then, they were allowed to stay
for 5 min at a room temperature to be hardened. Under the
conditions of 20% of strain rate, when storage modulus was
measured at shear rates from 0.10 rad/sec increased to 100
rad/sec, it exhibited storage modulus of 1.03*10° dyne/cm? at
a low shear rate of 0.10 rad/sec and 1.12 dyne/cm? at a high
shear rate of 100 rad/sec.
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EXPERIMENTAL EXAMPLE 7

Swelling Test

In order to investigate the swellability of in situ hydrogels
of the invention, the hydrogel discs having the weight of 2 g
prepared in Example 1 above were immersed in PBS (pH 7.4)
and then, stored in a refrigerator of 4 r and a water bath of 37
t, respectively for 1 to 7 days. The swellability was calculated
by calculation formula 1 below and the results according to
immersion temperature and time are shown in FIG. 2.

Swellability=W /W, [Calculation Formula 1]

(W, weight of hydrogels after immersion of t hours, W,:
weight of initial hydrogels)

At 4° C., it showed a constant swellability, but in the case
of immersion at 37° C., it showed a constantly increasing
tendency. It may be explained by the degradation of
crosslinked polymers by hydrolysis.

EXPERIMENTAL EXAMPLE 8
In Vitro Degradation Test

In order to see degradation behavior of hydrogel, 1 g of the
hydrogel prepared according to Example 5 was put into a 50
ml PBS and immersed in an insulated bath of 37° C. and 47°
C., and of 50 rpm for a certain period of time (1 to 5 weeks,
one week interval), and its observation results are shown in
FIG. 3. Weight changes by the hydrolysis of the hydrogel
were measured in terms of weight ratio before and after
degradation through lyophilization.

As seen in FIG. 3 which shows weight loss results by the
hydrolysis of the hydrogel, when the temperature of PBS was
47° C., the hydrogel started to be rapidly degraded after the
lapse of one week and was all degraded within three weeks,
and when the temperature of PBS was 37° C., it started to be
slowly degraded after the lapse of one week, 10% or so of its
initial weight was left at 4 weeks, and it was completely
degraded at 5 weeks. Accordingly, since the hydrogel accord-
ing to a preferred embodiment of the invention starts to be
degraded after initial one week when wound healing is com-
plete, and is completely degradable within two months, it can
be concluded to have a desirable degradation behavior.

What is claimed is:
1. A y-polyglutamic acid derivative of chemical formula 1:

Chemical formula 1
H—NH—CH—CH,—CH,—CO),—

CO

oM
— (NH—CH—CH, —CH,—CO),,—

CO

L—(CO),— (R),—CO,M
— (NH— CH—CH,—CH,—C0),—OH

CO
L—(CO)b—(R)C—CO\ 0

0.
\N
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wherein,
a total sum of 1, m, and n is an integer of 390 to 15,500,
aratio of 1, m, and n is I:m:n=0 t0 0.5:0.2 10 0.5:0.2 10 0.8,

L is a linker, M is each independently H, an alkali metal or
alkali earth metal, R is CH,,

bis O or 1, and c is an integer of 1 to 5.

2. The y-polyglutamic acid derivative of claim 1, wherein
the linker is —HN—(R)a-O—, wherein R is CH, and a is an
integer of 1 to 5.

3. The y-polyglutamic acid derivative of claim 2, wherein
the linker is derived from aminomethanol, 1-amino-2-pro-
panol,1-amino-3-propanol, 1-amino-4-butanol, 1-amino-5-
pentanol, or 2-aminoethanol.

4. The y-polyglutamic acid derivative of claim 1, wherein
—(CO»-R)e-CO— is —CH,CH,CH,CH,—CO—,
—CO—CH,CH,CH,—CO—, —CH,CH,—CO—,
—CO—CH,CH,—CO—, or —CH,—CO—.

5. A method of preparing the y-polyglutamic acid deriva-
tive of claim 1, which comprises

a first step of reacting a y-polyglutamic acid with a lower
alkanolamine having 1to 5 carbon atoms to form a
y-polyglutamic acid-alkanolamine;

a second step of reacting the y-polyglutamic acid-alkano-
lamine with an anhydride of an acid selected from the
group consisting of glutaric acid and succinic acid, or
1-halo alkanoic acid selected from the group consisting
of 1-halo valeric acid, 1-halo propionic acid and 1-halo
methylcarbonic acid to form a carboxyl terminal to
which an alkyl group is attached; and

a third step of reacting the thus formed carboxyl terminal
with N-hydroxysuccinimide or N-hydroxysulfosuccin-
imide to form the y-polyglutamic acid derivative.

6. The method of preparing the y-polyglutamic acid deriva-
tive according to claim 5, wherein in the first step, the lower
alkanolamine is reacted in a molar ratio 0f 0.1 to 2 with regard
to a mole unit of the carboxyl groups of the y-polyglutamic
acid.

7. The method of preparing the y-polyglutamic acid deriva-
tive according to claim 5, wherein in the second step, the
anhydride of an acid or 1-halo alkanoic acid is reacted in a
molar ratio of 3 to 8 with regard to a mole unit of the lower
alkanolamine which forms the y-polyglutamic acid-alkano-
lamine.

8. The method of preparing the y-polyglutamic acid deriva-
tive according to claim 5, wherein in the third step, the N-hy-
droxysuccinimide or N-hydroxysulfosuccinimide is reacted
in a molar ratio of 0.1 to 3 with regard to a mole unit of the
formed carboxyl terminal.

9. A hydrogel comprising a crosslinked body obtained by
crosslinking the y-polyglutamic acid derivative of claim 1,
and a polyethylene glycol based polymer having a plurality of
nucleophilic functional groups.

10. The hydrogel of claim 9, wherein the nucleophilic
functional groups are an amine group, thiol group, or
hydroxyl group.

11. The hydrogel of claim 9, wherein the polyethylene
glycol based polymer is represented by chemical formula 2:

I—{(CH,CH,0),—CH,CH,X],, Chemical formula 2
wherein, I is a radical derived from 2 to 12 polyhydric
alcohol, X represents an amine group, thiol group or

hydroxyl group, n is 19 to 170, and m is an integer of 2

to 12, which is equal to the number of the hydroxyl

groups of the polyhydric alcohol which I is derived from.
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12. The hydrogel of claim 11, wherein the polyethylene
glycol based polymer is represented by chemical formula 3 or

Chemical formula 3
CH,O—CH,CH,03%—CH,CH,X
XCH,CH,—OCH,CH,3; OCH,— C— CH,0— CH,CH,03 CH,CH,X
CH,O—CH,CH,03%—CH,CH,X
Chemical formula 4
CH,O—¢CH,CH,0-CH,CH,X
XCH,CH,—¢OCH,CH,5;,-0—CH
HC—0—CH,CH,0%~CH,CH,X
HC—O—CH,CH,0; CH,CH,X
XCH,CH,—¢OCH,CH,5;,-0—CH

CH,0—¢CH,CH,09—CH,CH,X

wherein X represents an amine group, thiol group or
hydroxyl group, and n is 19 to 170.

13. The method of claim 5, wherein the linker is —HN-—
(R)a-O—, wherein R is CH, and a is an integer of 1 to 5.

14. The method of claim 13, wherein the linker is derived
from aminomethanol, 1-amino-2-propanol, 1-amino-3-pro-
panol, 1-amino-4-butanol, 1-amino-5-pentanol, or 2-amino-
ethanol.

15. The method of claim 5, wherein —(CO)b-(R)c-CO—is

—CH,CH,CH,CH,—CO—, —CO—CH,CH,CH,—
c0—, —CH,CH,—(CO0— —CO—CH,CH,—CO—,
or—CH,—CO—.

16. The hydrogel of claim 9, wherein the linker is —HN—
(R)a-O—, wherein R is CH, and a is an integer of 1 to 5.

17. The hydrogel of claim 16, wherein the linker is derived
from aminomethanol, 1-amino-2-propanol, 1-amino-3-pro-
panol, 1-amino-4-butanol, 1-amino-5-pentanol, or 2-amino-
ethanol.

18. The hydrogel of claim 9, wherein —(CO)b-(R)c-CO—
is —CH,CH,CH,CH,—CO—, —CO—CH,CH,CH,—
CO—, —CH,CH,—CO—, —CO—CH,CH,—CO—, or
—CH,—CO—.

19. A y-polyglutamic acid derivative comprising a repeat-
ing unit of chemical formula 5, a repeating unit of chemical
formula 6 and a repeating unit of chemical formula 7:
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-(A)r Chemical formula 5

—(B),,— Chemical formula 6

—(C),— Chemical formula 7
wherein,

——NH—CH—CH,—CH,—CO—,

CO
oM
Ais
Bis
——NH—CH—CH,—CH,—CO—,
CO
L—(CO),— R).—COM
and
Cis

——NH—CH—CH,—CH,—CO—
CO
L'—(CO),— (R),—CO o

where a total sum of I, m, and n is an integer of 390 to
15,500,

aratio of I[tomtonis 0to 0.5:0.210 0.5:0.2 t0 0.8,

L is a linker, M is each independently H, an alkali metal or
alkali earth metal, R is CH,,

bisOorl, and

¢ is an integer of 1 to 5.
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